(a) Cells were incubated (+rBAG3) or not (no BAG3) with His-tagged rBAG3 protein, then washed 3 times in PBS and mechanically lysed. Membrane fractions were obtained by sequential centrifugations after lysis. P1, pellet after centrifugation at 500 g (cell debris, whole cells); P2, pellet after centrifugation at 15,000 g (ER, mitochondria, nucleus); P3, pellet after centrifugation at 100,000 g (plasma membranes); and S3, supernatant after centrifugation at 100,000 g. All fractions (P; P2; P3 and S3) were analyzed by western blotting using an anti-His-HRP antibody that recognizes the His-tagged BAG3 recombinant protein. with an anti-IFITM-2 agarose resin. After washing the resin, specific bound proteins were eluted, separated by SDS-PAGE, and transferred to PDVF membrane. Immune-detection was performed using an anti-His horseradish peroxidase-conjugated antibody and anti-human IFITM-2 primary antibody followed by a goat anti-rabbit IgG horseradish peroxidase-conjugated secondary antibody.
FT, flowthrough; W1, wash 1; E, elution. Experiments described in this figure were made in collaboration with Calixar (Lyon, France).
Supplementary Figure 4-BAG3R480, a mutant that lost its ability to interact with Hsp70, is still capable of binding and activating monocytes/macrophages.
Site-directed mutagenesis was performed on BAG3 full-lenght coding sequence cloned in pET30a(+) plasmid vector (Novagen, Podenzano, Italy), using the QuickChange Site-Directed
Mutagenesis kit (Agilent, Santa Clara, CA, US) according to the supplier's protocol. Primers used to create the mutated sequence encoding the R480A amminoacidic substitution are listed below.
Arginine 480 is underlined and altered nucleotides are in bold: BAG3wt 5'-GAT GTG CGT CAG GCC AGG AGA GAC GGT GTC AG-3'; BAG3-R480A 5'-GAT GTG CGT CAG GCC GCG AGA GAC GGT GTC AG-3'. Mutated plasmids were isolated and checked by sequencing before trasformation in E.coli BL21(DE3)pLysE (Invitrogen, #C6565-03 ). The protein produced in bacteria was affinity purified on HIS-Select Nickel Affinity Gel (Sigma-Aldrich, #P6611) according to the manifacturer's protocol, and the mutation was verified by MS analysis. 
